As input, the software requires a FASTA formatted DNA sequence file. Projects with aligned sequences can be uploaded, although alignments can also be done with the Pycogent progressive alignment implemented on the workbench. The user can select among different nucleotide substitution models to perform the alignment. Sequences can be added or removed at any point. An identity value is plotted for each nucleotide position by estimating the frequency of the most common nucleotide in that position (indels are ignored). Conserved regions can be easily identified by observing the graphic output for identity values (highest conservation represented in green and lowest represented in red) and can be defined directly in the alignment window using column selection. 
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Amplicon size ranges Supplementary Figure S10 . Schematic representation of size ranges and dye labels used in designing the SPInDel assay. The profiling kit uses three spectrally distinguishable fluorescent dyes in the filter set C: 6-FAM (blue), TET (green), and HEX (yellow). We devised a simple way of retrieving all information enclosed in two contiguous hypervariable regions by multiplex PCR, as exemplified for hypervariable regions AB and BC (bottom image). Instead of using a reverse primer for conserved region B to amplify amplicon AB (B_R would be complementary to B_F used to amplify BC), we used the same reverse primer (C_R) for both regions, which meant that region AC was used instead of AB. In this way, we avoided the problem of indels that eliminate size differences in large regions. Figure S11 . Allelic ladders used in the SPInDel profiling kit. The number of each allele is indicated above peaks.
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Supplementary Figure S12 . Non-eutherian profiles obtained with the SPInDel profiling kit designed for identification of eutherian species. The images represent examples of electropherograms obtained by capillary electrophoresis with multicolor fluorescence detection in representatives of eight species from Arthropoda, Mollusca, Actinopterygii and Aves. The profiles are displayed in a four-dye fluorescent system, with the green, blue and yellow channels used for detection of amplified products and the red channel used as a size marker.
Meat mixture sausage (pig and cow)
Supplementary Figure S13 . Detection of mixtures with the SPInDel assay. The image represents an electropherogram obtained by capillary electrophoresis with multicolor fluorescence detection in a food product with mixture of porcine and bovine biological material. The profile is displayed in a four-dye fluorescent system, with the green, blue and yellow channels used for detection of amplified products and the red channel used as a size marker. Figure S14 . Alignment gaps in ribosomal RNA genes. Distribution of sites with and without gaps in the sequence alignment of ribosomal RNA genes from eukaryotic and prokaryotic groups.
Viridiplantae
Stramenopiles Alveolata Nematoda Supplementary Figure S15 . Sequence alignment of duplicated ribosomal RNA (rRNA) genes. Nucleotide differences are indicated by white bars on identity plots (obtained in the Geneious software) for the alignment of rRNA genes on 10 species belonging to four eukaryotic groups.
Supplementary Figure S16 . Effectiveness of SPInDel as an identification tool. The frequency of speciesspecific SPInDel profiles ( ) and the average number of pairwise differences per hypervariable region is represented for 18 eukaryotic groups and 4 intra-species datasets. The frequency of species-specific alleles ( 1 ) and the average number of pairwise differences ( 1 ) were estimated for 18 eukaryotic groups using the SPInDel workbench. Supplementary Figure S22 . The potential use of SPInDel for discrimination of divergent eukaryotic species. The image shows the alignment of mitochondrial large subunit ribosomal RNA genes sequences from a representative sample of 18 eukaryotic taxonomic groups. The identity plot represents the distribution of conserved (green and yellow bars) and variable (red bars) sites across the sequence alignment (obtained in Geneious software).
